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Supplementary Figure S-6: 2D-HPLC analyses of fut-1;fut-6 N-glycans. Selected NP-HPLC fractions (I to VIII) were collected, dried and re-fractionated by RP-HPLC. The compositions of major identified glycans were indicated as well as the key MS/MS fragment ions (bold, in brackets 
Supplementary Figure S-8: Relationship between retention time and mass of Nglycans from double and triple fucosyltransferase deletion mutants. (A)
Overall plot of RP-HPLC (C18) retention time (in terms of glucose units; y-axis) and m/z of the individual glycans (x-axis). Ovals indicate glycans with different core modifications (α1,3-fucose on either the proximal or distal GlcNAc, α1,6-fucose on the proximal GlcNAc or Galβ1,4Galβ1,4Fucα1,6 (770 core fragment), Fucα1,2Galβ1,4Fucα1,6 (754 core fragment), MeFucα1,2Galβ1,4Fucα1,6 (768 core fragment) modifications of the reducing terminal GlcNAc. (B-E) Individual scatter plots with a comparison of PNGase F released glycans of the triple mutant and the fut-6;fut-8 strain in panel E highlighting the similarity of the glycan pools in these two preparations.
Supplementary Figure S-9. Predicted models of selected bisected N-glycans. 3D structures of glycans with compositions of Hex 3-5 HexNAc 2 Fuc 0-3 were simulated using Carbohydrate Builder (http://glycam.org/tools/molecular-dynamics/oligosaccharidebuilder/build-glycan?id=1) which was developed by Dr. Robert Woods' group and exported as PDB files; the 3D structures were visualised using Jmol 13.0 software. Colour codes of atoms are: grey as carbon, red as oxygen, white as proton and blue as nitrogen. The ringed monosaccharides on the CFG structures are marked in yellow on the 3D models. Close proximity of the bisecting galactose to the distal fucose, leading to reduced β-galactosidase sensitivity (see, e.g., Figure 5C in the main text), is highlighted in panels B and C with an arrow. The space between the bisecting galactose and α1,6-mannose (F, also highlighted with an arrow) is larger and so the latter has less of an effect on the action of the β-galactosidase. On the other hand, the α1,6-mannose is close to the α1,2-fucose linked to the bisect (G), which may correlate with the reduced hydrolysis by bovine α-fucosidase as compared to the structures in panels H and I.
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Supplementary Table S-1. Summary of evidence for the proposed structures of Nglycans from Caenorhabditis double fucosyltransferase deletion mutants. This extended Table presents brief summaries of the evidence for the proposed structures (including calculated m/z of the pyridylaminated glycans, retention on the RP C18 column in terms of glucose units, observed key fragments and sensitivities to enzymes) referring also to relevant figures, supplementary figures and comparisons with the triple fucosyltransferase mutant, the pmk-1 strain and Pristionchus (Yan et al, 2015; Refs. 13 and 25) . The qualitative indication of abundance (trace through to ++++) is judged by the fluorescence intensity. 
